and stable, and thus appears to be protected from inactivation.
MATERIALS AND METHODS

Reagents.
All chemicals were the best analytic grade commercially available.
Tissue culture materials were purchased from the The ECM were also incubated with either 2 mol/L NaCI, 0.1 mol/L glycine, pH 2.5, or a variety ofother reagents ( (Fig 2A) . Analysis of the reaction solution indicated that the decrease in PAl-I activity in the ECM did not reflect a corresponding increase in PAI-l activity in the medium (Fig 2B) . A small amount of PAl-I was spontaneously released when ECM was incubated in buffer alone ( Fig 2B, lane 1) . 2 and 3) . The reaction solutions were removed. and the ECM were washed and extracted into 1 mL 0.1 % SDS. 1 and 2) 5A, lane 3) and PAl-i antigen ( Fig  SB, lane  3) were present and could be detected In these experiments, purified, non-SDS-treated PAl-I was incubated with acid-treated ECM, and the ability of the bound PAl-I to interact with exogenously added tPA was assessed.
Equal aliquots (850 iL) of the ECM extract (lanes
The added tPA did not decrease the amount of exogenous PAl-i bound to acid-treated ECM (Fig 6, lanes 2   and 4) , or result in the formation of detectable tPA/PAI-I complexes (Fig 6, lane 5) . These results are thus in contrast to the results with endogenous PAl-i (Fig 2) and suggest that the latent PAl-i was not converted into its active form on binding to ECM. The PAl activity detected in the ECM (Fig 6, lanes  I and 2) PBS (lanes 1 and 3) or tPA (200 ng/mL; lanes 2. 4. and 5) as described in the legend to Fig 2 and  extracted into SDS. The extracts (lanes 1 through  4) and reaction supernatant (lane 5) were then analyzed for PAl activity by reverse fibrin autography  (lanes 1 and 2) and for PAl-i antigen by immunoblotting (lanes 3 through 5). 
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MIMURO, SCHLEEF. AND LOSKUTOFF functional t'/2 of ECM-bound and fluid-phase PAl-i were compared (Fig 7) . CM and ECM were incubated at 37#{176}C for various times, and the remaining PAl-i activity was determined.
The PAI-l activity of CM rapidly decayed, with an estimated halflifeof3 hours ( Fig 7A) . The PAl-I activity of ECM also decreased with time, but its apparent t'/2 was 19 hours.
PAI-l antigen was spontaneously released from ECM on incubation ( Fig  7B) and thus was not available for binding to tPA in these experiments. When this spontaneous loss of PAl-I from ECM was taken into consideration ( Fig   7A, solid circles) 
